Osteoblast-Osteoclast Co-culture Assay
Osteoblastic cells (5 x 10 4 cells per well) isolated from the calvariae of 7-10 week old mice by sequential collagenase/EDTA digestion were co-cultured with bone marrow cells (5 X 10 5 cells per well) in a 24-well plate in α-MEM supplemented with 2 mM Lglutamine, 100 U/ml penicillin, 100 μg/ml streptomycin, 10% Heat inactivated FCS and 10 nM 1α,25(OH)2 D3. The culture medium was replaced every 2-3 days and cells were fixed after 8 days, TRAP stained and TRAP positive multinucleated osteoclasts were counted.
Immunoblotting and Immunoprecipitation
Cells were lysed using RIPA buffer and cell lysates were subjected to sodium dodecyl sulphate polyacrylamide gel electrophoresis (SDS-PAGE) and electroblotted To immunoprecipitate OPTN, 50 µg of cell extract protein was incubated overnight at 4°C with 4 µg of sheep anti-mouse Optn antibody (s308c). After rotation overnight at 4°C with 15 µl protein G-agarose, the beads were collected by centrifugation, washed three times with modified RIPA buffer, denatured and subjected to SDS-PAGE, and immunoblotted as mentioned above.
Optn Overexpression
RAW cells were seeded at a density of 1.5 million cells per T25 and transfected with GenEZ Optn ORF expression plasmid using jetPEI according to the manufacturer protocol. A stable line of Optn overexpressing cells was generated following 3 weeks of selection using 400 ug/ml neomycin. Overexpression was confirmed by qRT-PCR.
Cells overexpressing Optn or control cells were seeded in 96-well plate (5000/well) in Dulbecco's Modified Eagle's Medium (DMEM; Sigma) and stimulated with RANKL (100 ng/ml) for 4 days. Cells were then fixed, TRAP stained and TRAP positive multinucleated cells were counted.
Quantitative Real-Time PCR (qRT-PCR)
Total RNA was isolated using GenElute Mammalian Total RNA Kit and RNA was quantified using the Nanodrop 1000 Spectrophotometer. Complementary DNA was generated by RT-PCR using the qScript cDNA SuperMix kit following the manufacturer's instructions. Primers and labelled probes were designed using the Primer 3 and the Roche Diagnostics website (Roche). The primer sequences were as follows: IFNB1-F, 5'-cacagccctctccatcaacta-3', IFNB1-R, 5'-catttccgaatgttcgtcct-3', TNFSF11-F, 5'-tgaagacacactacctgactcctg-3', TNFSF11-R, 5'-ccacaatgtgttgcagttcc-3', IL6-F, 5'-gctaccaaactggatataatcagga-3', IL6-R, 5'-ccaggtagctatggtactccagaa-3',
